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In Claim 2, line 48, delete "h" and insert -human- 
In Claim 3, line 51, delete "pep de" and insert -peptide- 
In Claim 4, line 53, delete "sequenc" and insert -sequence- 
In Claim 5, line 56, delete "EPOa.hSA" and insert -EPOa-hSA- 
In Claim 7, line 62, delete "2 or" and insert -2 or 3- 
In Claim 8, line 66, delete "ent" and insert -attachment- 
In Claim 10, line 39, delete "EPOa-hS" and insert -EPOa-hSA- 
In Claim 10, line 40, delete "up" and insert -group- 
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In Claim 12, line 45, delete "BPOa-hSA" and insert -EPOa-hSA- 
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In Claim 12, line 48, delete "Am" and insert -Asn- 
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In Claim 15, line 57, delete "Gin" and insert -Gin- 
In Claim 15, line 58, delete "has replaced" and insert -has been replaced- 
In Claim 16, line 60, delete "fusion protein" and insert -the fusion protein- 
In Claim 16, line 61, delete "GlnS3" and insert -Gln83- 
In Claim 1 6, line 62, delete "hwnan" and insert -human— 
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In Claim 17, line 64, delete "GIn24,iGIn3S, GIn83," and insert ~Gln24, Gln38, 

Gln83,~ 



In Claim 17, line 66, delete "Gly-Gly-(Gly) 3 -Ser-Pro)" and insert 
-Gly-Gly-Gly) 3 -Ser-Pro)-- 

In Claim 17, line 67, delete "albwnin" and insert —albumin— 
In Claim 18, line 2, delete "teft to" and insert —left to- 
rn Claim 19, line 7, delete "EPOs" and insert -EPOa- 
In Claim 20, line 3, delete "peptido" and insert —peptide— 

In Claim 20, line 3, delete " ((Ser-Gly.Gly-Gly-Gly) 3 - " and insert 
- ((Ser-Gly-Gly-Gly-Gly) 3 - - 

In Claim 20, line 4, delete "Ala 126" and insert -Alal26- 

Transmitted herewith is a proposed Certificate of Correction effecting such 
amendment. Patentee respectfully solicits the granting of the requested Certificate of Correction. 
Applicant believes no fee is required. 

Dated: January 19, 2007 Respectfully submitted, 



In Claim 17, line 65, delete "apeptide" and insert —a peptide— 
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In Claim 16, line 62, delete "hwnan" and insert —human— 

In Claim 17, line 64, delete "GIn24,iGIn3S, GIn83," and insert -Gln24, Gln38, Gln83,- 
In Claim 17, line 65, delete "apeptide" and insert —a peptide— 
In Claim 17, line 66, delete "Gly-Gly-(Gly) 3 -Ser-Pro)" and insert 

-Gly-Gly-Gly) 3 -Ser-Pro)- 

In Claim 17, line 67, delete "albwnin" and insert —albumin— 
In Claim 18, line 2, delete "teft to" and insert -left ta- 
in Claim 19, line 7, delete "EPOs" and insert -EPOa- 
In Claim 20, line 3, delete "peptido" and insert —peptide— 
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In Claim 20, line 4, delete "Ala 126" and insert -Ala 126- 
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-continued 



<4 00> SEQUENCE: 2 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Gly Ser 
15 10 



<210> SEQ ID NO 3 

<211> LENGTH : 20 . - 

<212> TYPE: PRT 

<213> ORGANISM : Artificial Sequence 
<22 0> FEATURE: 

<223> OTHER INFORMATION : Synthetically generated linker sequence 
<4 0 0> SEQUENCE: 3 

Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
15 10 15 

Gly Gly Gly Gly 
20 



<210> SEQ ID NO 4 
<211>. LENGTH: 17 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 
<22 0> FEATURE: 

<223> OTHER INFORMATION: Synthetically generated linker sequence 
<4 00> SEQUENCE: 4 

Ser Ser Ser Ser Gly Ser Ser Ser Ser Gly Ser Ser Ser Ser Gly Ser 
15 10 15 

Pro 



What is claimed is: 

1. An EPOa-hSA fusion protein, wherein the EPOa moi- 
ety is the full coding region of the human EPO sequence but 
wherein each amino acid residue of the EPOa moiety that 
serves as a site for glycosylation of the fusion protein is 
altered such that such a site does not serve as a site for 
glycosylation gljuiw^huiun in the EPOa; and, 

wherein both the albumin moiety and the EPOa moiety of 
e fusion protein is derived from a human sequence. 

2. The ^POa.hSA fusion protein of claim 1, wherein said 
fusion protein has the formula: 

-L-Rl; orRl-L-R2*L-Rl, wherein Rl is an 
erythropoietm^eg-^mino acid sequence; L is a peptide 
linker and R2 is a -fr* serum albumin amino acid 
sequence. *Hr\o mcu^ 

3. The EPOa-hSA fusion protein of claim 2, wher ein Rl 
and R2 are covalently linked via said pop do linker 

4. The EPOa-hSA fusion protein of claim 3, wherein said 
peptide linker is composed of a sequenc^having the formula 
(Ser-Ser-Ser-Ser-Gly)y (SEQ. ID 5) wherein y is less than or 

equal to 8. £fOoc~h$A 

5. The EPOa.llSA fusion protein of claim 3, wherein said 
peptide linker is 10 to 30 amino acids in length. 

6. The EPOa-hSA fusion protein of claim 5, wherein each 
of said amino acids in said peptide linker is selected from the 
group consisting of Gly, Ser, Asn, Thr and Ala. 



35 9. The EPOa-hSA fusion protein of claim 1, wherein each 
amino acid residue of human EPO which serves as a site for 
glycosylation has been replaced with an amino acid residue p 
which does not serve as a site for glycosylation. ^^-~ >C i 

10. The EPOa-h fusion protein of claim l,wi*erein said 
40 amino acid residue is selected from the «^consisting of 

amino acid residues Asn24, Asn38, Asn83 and Ser 126. 

11. The EPOa-hSA fusion protein of claim 1, wherein said 
glycosylation sites altered include £er¥jfr Asn24, Asn38 and 



Asn83. 
45- i 12. The 




fusion protein of claim 1, wherein 
Saj2a«4- glycosylation sites altered are either O-linked or 
N-linked glycosylation sites and are altered by replacing an 
amino acid residue ^CftTor Ser with a Gin residue. 

13. The EPOa-hSA fusion protein of claim 1, wherein 
each of the amino acid residues 24, 38, 83 and 126 have been 
replaced with 

14. The EPOa-hSA fusion protein of claim 1, wherein 
each of the amino acid residues 24, 38, 83 and 126 have been 
deleted. 

15. The EPOa-hSA fusion protein of claim 14, wherein 
each of the amino acid residues 24, 38 and 83 have been 



50 



55 



replaced with Gin -a nd wh erein said amino acid residue 126 
hasjreplaced with Ala! ^1 n 
te#H6. The EPOa-hSA fusion protein of claim 1, wherein 
60 ^fusion protein includes from left to right, an EPOa which 



7. The EPOa-hSA fusion protein of claim 5, wherein said "^includes amino acid residues Gln24, Gln38, G lnS3 and 



peptide linker is composed of either 2 or^ndem repeats of 
a sequence having the formula ((Ser-Ser-Ser-Ser-Gly) 3 -Ser- 
Pro (SEQ. ID 4). 

8. The EPOa-hSA fusion protein of claim 1, wherein each 
amino acid residue which serves as an. appoint for glyco- 
sylation has been deleted. ' Qtt&chrrt>f\±' 



Ala 126, a peptide linker, and bwnan serum albumin. Qr\ 
17. The EPOa-hSA fusion protein" f oFcl2irn 1, wherein the 
fusion protein is from left to right, GIn24,iGIu3G, Qln03: 6ln#/, G(o% 
65 Alal26 EPO, apeptid^ linker having the formula ((Ser-Gly- 

cfPro) (SEQ. ID 4) and human serum 

albiwwi;^ 
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procedure is identical to that outlined for embryo collection 
outlined above, except that the oviduct is not cannulated, 
and the embryos are transferred in a minimal volume of 
Ham's F12 containing 10% FBS into the oviductal lumen 
via the fimbria using a glass micropipet. Animals having 
more than six to eight ovulation points on the ovary are 
deemed unsuitable as recipients. Incision closure and post- 
operative care are the same as for donor animals (see, e.g., 
Selgrath, et al., Theriogenology, 1990. pp. 1195-1205). 
Monitoring of pregnancy and parturition 
Pregnancy is determined by ultrasonography 45 days after 
the first day of standing estrus. At Day 110 a second 
ultrasound exam is conducted to confirm pregnancy and 
assess fetal stress. At Day 1 30 the pregnant recipient doe is 
vaccinated with tetanus toxoid and Clostridium C&D. Sele- 
nium and vitamin E (Bo-Se) are given IM and Ivermectin 
was given SC. The does are moved to a clean stall on Day 
145 and allowed to acclimatize to this environment prior to 
inducing labor on about Day 147. Parturition is induced at 
Day 147 with 40 mg of PGF2a (Lutalyse©, Upjohn Com- 
pany, Kalamazoo Michigan). This injection is given IM in 
two doses, one 20 mg dose followed by a 20 mg dose four 
hours later. The doe is under periodic observation during the 
day and evening following the first injection of Lutalyse® 
on Day 147. Observations are increased to every 30 minutes 
beginning on the morning of the second day. Parturition 
occurred between 30 and 40 hours after the first injection. 
Following delivery the doe is milked to collect the colostrum 
and passage of the placenta is confirmed. 
Verification of the transgenic nature of F 0 animals: 
To screen for transgenic F 0 animals, genomic DNA is 
isolated from two different cell lines to avoid missing any 
mosaic transgenics. A mosaic animal is defined as any goat 
that does not have at least one copy of the transgene in every 
cell. Therefore, an ear tissue sample (mesodem) and blood 
sample are taken from a two day old F 0 animal for the 
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isolation of genomic DNA (Lacy, et al., A Laboratory 
Manual, 1986, Cold Springs Harbor, N.Y.; and Hermmann 
and Frischauf, Methods Enzymology, 1987. 152: pp. 
180-183). The DNA samples are analyzed by the poly- 

5 merase chain reaction (Gould, et al., Proc. Natl. Acad. Sci, 
1989. 86:pp. 1934-1938) using primers specific for human 
EPOa-hSA fusion protein gene and by Southern blot analy- 
sis (Thomas, Proc Natl. Acad. Sci., 1980. 77:5201-5205) 
using a random primed EPO or hS A cDN A probe (Feinberg 

10 and Vogelstein, Anal. Bioc, 1983. 132: pp. 6-13). Assay 
sensitivity is estimated to be the detection of one copy of the 
transgene in 10% of the somatic cells. 
Generation and Selection of production herd 
The procedures described above can be used for produc- 

15 tion of transgenic founder (F 0 ) goats, as well as other 
transgenic goats. The transgenic F 0 founder goats, for 
example, are bred to produce milk, if female, or to produce 
a transgenic female offspring if it is a male founder. This 
transgenic founder male, can be bred to non-transgenic 

20 females, to produce transgenic female offspring. 

Transmission of transgene and pertinent characteristics 
Transmission of the transgene of interest, in the goat line 
is analyzed in ear tissue and blood by PCR and Southern blot 

25 analysis. For example, Southern blot analysis of the founder 
male and the three transgenic offspring shows no rearrange- 
ment or change in the copy number between generations. 
The Southern blots are probed with human EPOa-hSA 
fusion protein cDNA probe. The blots are analyzed on a 
Betascope 603 and copy number determined by comparison 

30 of the transgene to the goat beta casein endogenous gene. 
Evaluation of expression levels 

The expression level of the transgenic protein, in the milk 
of transgenic animals, is determined using enzymatic assays 
35 or Western blots. 

Other embodiments are within the following claims. 



SEQUENCE LISTING 



<16 0> NUMBER OF SEQ ID NOS : 4 

<210> SEQ ID NO 1 
<211> LENGTH: 40 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE : 

<223> OTHER INFORMATION: Synthetically generated linker sequence; 

subsets 2 through 8 (each consisting of a repetition of the first 
five amino acids) encompassing positions 6 through 40 may be 
absent or present 

<4 00> SEQUENCE: 1 

Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
1 5 10 . 15 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 
20 25 30 

Gly Gly Gly Ser Gly Gly Gly Gly 
35 40 



<210> SEQ ID NO 2 
<211> LENGTH : 11 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Synthetically generated linker sequence 



\ 
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18. The EPOa-hSA fusion protein of claim 1. wherein the 
EPOa-hSA fusion protein includes, fromiafHo right, human 
serum albumin, a peptide linker, and an EPOa which 
includes amino acid residues Gln24. Gln38, Gln83 and 
Alal26. 

19. The EPOa-hSA fusion protein of claim 18, wherein 
the E£Q» is Gln24, Gln38, Gln83, Ala 126 EPO. 
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20. The EPOa-hSA fusion protein of claim 1, whereifc the 
fusion protein is from left to right, human serum albumin, a 

linker having the formula ({S cr - Gly:Gly " Gly 
Ser-Pro) (SEQ. ID 4), and Gln24, Gln38, Gln83, 
EPO. 
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